. The inhibition of HIV-1 replication observed in Rab27a-silenced cells is neither caused by a defect in viral entry nor in cell surface levels of tetherin. (A) Cell surface expression levels of HIV-1 receptor CD4 (top) and coreceptor CXCR4 (bottom) were assessed by FACS analysis in control (blue lines) and Rab27a-silenced (red lines) cells. Isotype control is shown in gray. A histogram from a representative experiment and the means ± SD of three independent experiments are shown. MFI, mean fluorescence intensity. (B) HIV-1 attachment and entry were determined by incubating the cells with 50 ng/ml HIV-1 at 4°C or 37°C, respectively, for 90 min. After extensive washing, cells were lysed, and the amount of p24 in cell lysates was determined by ELISA. Entry was calculated as the difference in the values obtained at 37°C and at 4°C. Uninfected cells (UI) were added as negative control. Data from a representative experiment out of three performed in triplicates are shown. (C and D) The susceptibility of Rab27a-silenced cells to HIV-1 infection was assessed using a single cycle replication assay. Control and Rab27a-silenced Jurkat cells were infected with HIV-1 (50 or 500 ng p24) for 6 h at 37°C. Then, cells were washed to eliminate virus, and AZT was added to the culture medium to prevent secondary replication cycles. At 48 h after infection, the percentage of HIV-1-infected cells was assessed by FACS analysis. The efficiency of AZT to inhibit secondary replication was revealed by the lack of HIV-1-infected cells when AZT was added before infection. Dot plots (C) and the means ± SD of triplicate measurements from a representative experiment (D) are shown. In C, boxes represent the gate of HIV-1 infected cells, and the percentages of cells in these gates are indicated. (E-H) To rule out an effect of Rab27a on tetherin expression levels, cell surface expression of this restriction factor was evaluated by FACS analysis. Cell surface staining for endogenous tetherin was analyzed in control (blue line) and Rab27a-silenced ( Video 1. Localization and dynamics of mCherry-CD63 and GFP-PI4KII in control Jurkat cells. Time-lapse confocal microscopy of live control Jurkat cells expressing both mCherry-CD63 (red) and GFP-PI4KII (green). Images were acquired using a laserscanning confocal microscope (spectral FV 1000; Olympus). Frames were taken every 1.325 s for 2.5 min. The video plays at 6 frames per s (fps). Bar, 2 µm. Selected frames from this video are shown in Fig. S5 B. Arrows point to double-positive vesicles with long-range movements.
Video 2. Localization and dynamics of mCherry-CD63 and GFP-PI4KII in Rab27a-silenced Jurkat cells. Time-lapse confocal microscopy of live Rab27a-silenced Jurkat cells expressing both mCherry-CD63 (red) and GFP-PI4KII (green). Images were acquired using a laser-scanning confocal microscope (spectral FV 1000; Olympus). Frames were taken every 2.65 s for 3.7 min. The video plays at 3 fps. Bar, 2 µm. Selected frames from this video are shown in Fig. S5 B.
Video 3. Localization and dynamics of mCherry-CD63 and GFP-PI4KII in Slp2a-silenced Jurkat cells. Time-lapse confocal microscopy of live Slp2a-silenced Jurkat cells expressing both mCherry-CD63 (red) and GFP-PI4KII (green). Images were acquired using a laser-scanning confocal microscope (spectral FV 1000; Olympus). Frames were taken every 1.325 s for 2.5 min. The video plays at 6 fps. Bar, 2 µm. Selected frames from this video are shown in Fig. S5 B.
